Figure S1 Cellular localization of small GTPases in α8-depleted HIEC Relative amounts of total and membrane-associated RhoA (A), Cdc42 (B) and Rac1 (C) detected by Western blotting for shCNS and shα8 according to the integrin β1 (Int β1) subunit used as a loading control (n = 3, *P = 0.05).
RNAi-resistant α8 cDNA restores wild-type phenotype in HIEC shα8 cells (A) Representative Western-blot analysis indicating a re-expression of the α8 subunit (Int α8) in HIEC/shα8 cells after the insertion of RNAi-resistant α8 cDNA (HIEC/shα8/α8-rescue) compared with HIEC/shCNS and HIEC/shα8. (B) Long-term (24 h) adhesion assays with HIEC/shCNS, HIEC/shα8 and HIEC/shα8/α8-rescue (shα8 + α8-Res.) cells plated on GST, RGD-containing GST-TNfn3 or RAA-mutated GST-TNfn3. Cycloheximide (10 μg/ml; long-term assays only) was added to the adhesion medium to avoid endogenous fibronectin secretion/deposition (n = 3, ***P = 0.0004). (C) Histogram showing the amount of HIEC/shCNS, HIEC/shα8 and HIEC/shα8/α8-rescue cells that migrated across the wound edge after 48 h of incubation in the presence of 2 mM hydroxyurea (n = 3; **P = 0.002). (D) Histogram illustrating the percentage of BrdU-labelled cells for HIEC/shCNS compared with HIEC/shα8 and HIEC/shα8/α8-rescue (n = 3; **P = 0.005).
